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tion is continuous from conception until 90 days past weaning. Non-
rodents should be exposed for 1 year. There is some experimental
evidence that toxicity observed in a 90-day toxicity test may
correlate well with the results (with the exception of cancer) of a
lifetime (i.e., chronic) study in rats and dogs (Weil and McCollister,
1963) . At least 20 males and 20 female rodents per group should be
used. A control group should receive unconcentrated, conventional
water; at least three dose groups should receive concentrates of
conventional water; and at least three dose groups should receive
concentrates of reused water. The group receiving the highest dose
should exhibit adverse effects, but a low incidence of mortality.
Ideally, the group receiving the lowest dose should show no evidence
of an adverse effect. The test materials should be administered
daily by gavage for 90 consecutive days (or 1 year for nonrodents) .
Alternatives to gavage (e.g., dietary or drinking water exposures)
should be considered.

Animals should be observed at least twice daily for general
appearance, behavior, and physiological functions (e.g., cardio-
vascular, respiratory, and gastrointestinal functions). The time of
onset, the duration, and the extent of effects should be carefully
noted. Food consumption (and water consumption when indicated), body
weights, and detailed physical findings should be determined weekly.
Clinical observations should include: ophthalmological (at onset and
termination of the study), hematological, biochemical, and urinary
examinations. Hematological studies include hematocrit analysis,
hemoglobin and erythrocyte counts, total and differential leucocyte
counts, and measures of clotting potential (clotting time, prothrombin
or thromboplastin time, platelet count). Clinical biochemical deter-
minations should include assessment of electrolyte balance, carbo-
hydrate metabolism, liver and kidney function, and other tests as
determined by the observations made. These should include analyses
of electrolytes, fasting glucose, SGPT, SGOT, serum alkaline
phosphatase (SAP), bilirubin, proteins (total and A/G ratio), blood
urea nitrogen.(BUN), creatinine, and ornithine decarboxylase.
Urinalyses should include measures of specific gravity, reducing
substances, pH, and protein and microscopic studies (crystals,
cells). Hematological, biochemical, and urinary evaluations should
be conducted at 28 and 90 days. All animals that die during the
treatment period or are sacrificed at the end should be necropsied.
The following organs should be weighed and organ/body weight and
organ/brain weight ratios determined: adrenals, brain, gonads,
heart, liver, kidneys, and spleen. The following should be removed
and preserved for histopathological examination: all gross lesions;
brain (three major areas), spinal cord (three levels), and peripheral
nerves; pituitary, thyroid, parathyroid, and adrenal glands; thymus
and pancreas; gonads, or uterus; trachea and lungs; salivary glands;
stomach, duodenum, jejunum, ileum, cecum, colon, rectum, liver,
bladder, and spleen; mammary glands; skeletal muscles; sternum,
femur, and marrow; and eye and lachrymal glands.

Histopathological examinations should be conducted on all tissues
from control animals on all gross lesions and on target organs (if
identified from animals) receiving the highest dose. The histopatho-